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Sorting by pools: Decreasing pool diversities 
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Sorting by pools: Screening large diversity libraries 
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Searching a mutation library 
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Making a recombinant antibody library 
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Creating the master antibody library: Primer incorporation 

1. mRNA purificotion from spleen or PBLs 
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Creating the master antibody library: Linker addition 

1.. mRNA purification from spleen or PBLs 
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Searching Q recombinQnt antibody library 
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Making the V|_pQp primers: Solid phase synthesis 
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Making the V^ppp primers: Overiapping hybridiation 
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Building the collection of antibody/tag pairs: Hybridoma screening 
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Table 3 Primers for PGR Amplification of Human Antibody Variable Regions (V genes) 



V gene primary PGR 

A. . Human VH back primers (sense) 

HuVHlaBAGK 5*-CAG GTG GAG CTG GTG GAG TCT GG-3* 

HuVH2aBACK 5' -GAG GTG AAG TXA AGG GAG TCT GG-3* 

HuVH3aBACK 5 '-GAG GTG GAG CTG GTG GAG TCT GG-3' 

HuVH4aBACK 5'-CAG GTG CAG CTG CAG GAG TCG GG-3* 

HuVHSaBACK 5 '-GAG. GTG CAG CTG TTG CAG TCT GC-3* 

HuVH6aBACK 5 '-CAG GTA CAG CTG CAG CAG TCA GG-3* 



B. Human JH forward primers (anti-sense) 

HuJHl-2F0R 5'-TGA GGA GAG GGT GAC CAG GGT GCC-3* 

HuJH3F0R 5'-TGA AGA GAC GGT GAC CAT TGT CCC-3* 

HuJH4-5FOR 5'-TGA GGA GAC GGT GAC CAG GGT TCC-3' 

HuJH6F0R 5*-TGA GGA GAC GGT GAC CGT GGT CCC-3* 



C. Human V tcappa back primers (sense) 

HuVklaBACK 5' -GAC ATC CAG ATG ACC CAG TCT CC-3 ' 

HuVk2aBACK 5' -GAT GTT GTG ATG ACT CAG TCT CC-3 ' 

HuVk3aBACK 5'-GAA ATT GTG TTG ACG CAG TCT CC-3* 

HuVk4aBACK 5* -GAC ATC GTG ATG ACC CAG TCT CC-3* 

HuVkSaBACK 5*-GAA ACG AGA CTG ACG CAG TCT CC-3' 

HuVk6aBACK 5*-GAA ATT GTG CTG ACT GAG TCT CC-3* 



C. Human V lambda back primers (sense) 

HuVAlBACK 5* -GAG TCT GTG TTG ACG CAG GCG CC-3' 

HuVJ2BACK 5* -CAG. TCT GCG CTG ACT CAG CCT GC-3' 

HuVX3aBACK 5' -TCG TAT GTG CTG ACT CAG CCA CC-3* 

HuVA3bBACK 5' -TCT TCT GAG CTG ACT CAG GAC CC-3* 

HuV:^4BACK 5' -GAG GTT ATA CTG ACT CAA CCG CC-3* 
HuVXSBACK . 5 '-GAG GGT GTG CTG ACT CAG GCG TC-3* 

HuVA6BACK 5'-AAT TTT ATG GTG ACT CAG CCG CA-3* 

D. Human J kappa forward primers (anti-sense) 



HuJklFOR 
HuJk2F0R 
HuJk3F0R 
HuJk4F0R 
HuJkSFOR 



5* -ACG TTT GAT TTC GAC GTT GGT CCC-3' 
5' -ACG TTT GAT CTC CAG CTT GGT CCC-3' 
5* -ACG TTT GAT ATC CAG TTT GGT CCC-3* 
5 * -ACG TTT GAT CTC CAC CTT GGT CCC-3 * 
5 '-ACG TTT AAT CTC CAG TCG TGT CCC-3 V 



D. Human J. lambda forward primers (anti-sense) 

HuJ>lFOR 5' -ACC TAG GAC GGT GAC CTT GGT CCC-3' 

HuJA2-3FOR 5'-ACC TAG GAC GGT CAG CTT GGT CCC-3* 

HuJ>4-5FOR. 5'-ACC TAA AAC GGT GAG CTG GGT CCC-3' 
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2. Linker fragment PGR 

F. Reverse JH for scFv linker (sense) 

FR4 heavy 1| — linker 

RHuJHl-2 5'-GC ACC CTG GTC ACC GTC TCC TCA GGT GG-3* 

RHuJH3 5'-GG ACA ATG GTC ACC GTC TCT TCA GGT GG-3' 

RHuJH4-5 5*-GA ACC CTG GTC ACC GTC TCC TCA GGT GG-3* 

RHuJH6 5*-GG ACC ACG GTC ACC GTC TCC TCA GGT GG-3* 

F. Reverse Vk for acFv linker (anti-sense) 



FRl light ^| linker 

RHuVklaBACKFv 5'-GG AGA CTG GGT CAT CTG GAT GTC CGA TCC GCC-3* 

RHuVkZaBACKFv 5*-GG AGA CTG AGT CAT CAC AAC ATC CGA TCC GCC-3* 

RHuVk3aBACKFv 5*-GG AGA CTG CGT CAA CAC AAT TTC CGA TCC GCC-3* 

RHuVk4aBACKFv 5 ' -GG AGA CTG GGT CAT CAC GAT GTC CGA TCC GCC-3* 

RHuVk5aBACKFv 5*-GG AGA CTG CGT GAG TGT CGT TTC CGA TCC GCC-3' 

RHuVk6aBACKFv 5*-GG AGA CTG AGT CAG CAC AAT TTC CGA TCC CCC-3* 

Reverse VA for scFv linker (anti-sense) 



-FRl light II linker- 



RHuVXBACKlFv 5*-GG CGG CTG CGT CAA CAC AGA CTG CGA TCC GCC ACC GCC AGA G-3 

r^i RHuV>BACK2Fv 5'-GC AGG CTG AGT CAG AGC AGA CTG CGA TCC GCC ACC GCC AGA G-3 

RHuV^BACK3aFv 5*-GG TGG CTG AGT CAG CAC ATA GGA CGA TCC GCC ACC GCC AGA G-3 

H= RHuV7»BACK3bFv 5'-GG GTC CTG AGT CAG CTC AGA AGA CGA TCC GCC ACC GCC AGA G-3 

f%\ RHuVABACKAPv 5'-GG CGG TTG AGT CAG TAT AAC GTG CGA TCC GCC ACC GCC AGA G-3 

RHuVi BACKS Fv 5'-GA CGG CTG AGT CAG CAC AGA CTG CGA TCC GCC ACC GCC AGA G-3 

RhuV>BACK6Fv 5*-TG GGG CTG AGT CAG CAT AAA ATT CGA TCC GCC ACC GCC ACA G-3 

[^i 3. Pull-through primers for introduction of restriction sites* 
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H. Human J kappa forward (Not) primers (anti-sense) 

HuJklFORNot I FRA light - 



5 '-GAG TCA TTC TCG ACT TGC GGC CGC ACG TTT GAT TTC CAC CTT GGT CCC-3 ' 
HuJk2F0RNot 

5 '-GAG TCA TTC TCG ACT TGC GGC CGC ACG TTT GAT CTC CAG CTT GGT CCC-3 ' 
H. Human J kappa forward (Not) primers (ant i-sense) (continued) 
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♦Recognition site for restriction enzyme is underlined. 
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